2052/+49 ∆RE construct; Fig. S1C , lane 4) evoked a 5-fold increase, significantly derepressed relative to the -2052/+49 wild-type construct (lane 3). The absence of both RE-1 sites (-1649/+49 construct, lane 5) caused reporter activity to be derepressed even more, yielding a 7-fold increase (Fig. S1C , lane 5). -We conclude the following. First, because deletion of both RE-1 sites leads to stronger derepression than the summed response to deleting each site, the dual RE-1 sites likely function in a concerted fashion to mediate repression of Kcc2b.
Second, in addition to the upstream RE-1, the -2052/-1650 fragment of the Kcc2b promoter may contain additional, unknown repressor sites.
We next wanted to learn about the respective impact of upstream vs. TSSproximal DNA sequences within the -1649/+49 fragment devoid of RE-1 sites.
Interestingly, when truncating the fully de-repressed -1649/+49 sequence, the -424/+49 promoter construct (lane 6) yielded significantly decreased activity (less than two-fold induction), indicating a more modest influence of the Egr and/or Ebox sites within the -424/+49 promoter in driving the Kcc2b promoter at this developmental stage (Fig. S1C, lane 6 ). KCC2 protein expression reached robust levels in primary cortical neurons by DIV 9, and moderate REST immunoreactivity was present at this stage ( Fig   S1D) .
In summary, results from both primary neurons and permanent neuronal cell lines indicate that the novel upstream RE-1 site functions in concerted interaction with its known intronic partner to repress Kcc2b promoter activity.
However, this interpretation does not take into account how transcriptional regulation of Kcc2b, depending on the presence of both, single or no RE-1 site(s), responds to inhibition of REST binding, which we conducted subsequently. Findings are detailed in the main manuscript (results shown in Fig. 3A) . and penicillin/streptomycin antibiotics. For transfection, cells were seeded at 5x10 4 per well of a 24-well plate. Transfection (using 0.4µg reporter plasmid and 50ng pSEAP plasmid per well to normalize for secreted alkaline phosphatase by co-transfected cells) was carried out using Exgen 500 poly-cationic reagent (Fermentas) following the manufacturer's instructions.
2) Supplemental Figure -Legends

Gaussia Luciferase assay and normalization
Promoter constructs were cloned into pGLuc Basic vector, coding for secreted Gaussia luciferase, which has been codon-optimized for mammalian gene expression. Secreted luciferase activity was measured with a Gaussia Luciferase
Assay kit (NEB) according to the manufacturer's instructions. Veritas microplate luminometer was used to measure luminescence; typically 30µl of cell culture medium (from 24-well TC dish) was used. 25µl of coelantarazine substrate was injected per well, with 2s mixing and 10s integration time.
For normalization of Gaussia Luciferase reporter expression to control for cell viability and transfection rate, secreted Alkaline Phosphatase (SEAP) activity was measured. Typically, 5µl aliquot of the cell culture medium was used to monitor SEAP activity using the Great EscAPe SEAP kit (Clontech). Chemiluminescent CSPD substrate was used and luminescence was determined using the Veritas luminometer. Assays were conducted in triplicate, and three independent experiments per approach.
Immunocytochemistry and morphometry of labeled cells
Cells grown on coverslips were fixed in 4% paraformaldehyde, and unspecific antibody binding sites were blocked using 2.5% goat serum/Tris-buffered saline.
Rabbit anti-NKCC1 (Alpha Diagnostics) and rabbit anti-KCC2 antibody (Abcam)
were used at 1:600 dilution, followed by goat anti-rabbit IgG H+L chains conjugated to the fluorophore, Alexa Fluor 594 (diluted 1:800) (Molecular Probes -Invitrogen). Omission of primary antibodies was used as a negative control.
Coverslips were viewed using an Olympus BX60 upright microscope, equipped with 1200 W Xenon fluorescent source and the appropriate filter sets. Images were recorded by a Roper CoolSnap ES CCD high-resolution camera feeding captured frames into ESEE software (ISEE software, Raleigh NC) running on a Macintosh personal computer.
Image analysis was performed using ImageJ freeware of captured frames with constant exposure parameters. Regions of interest were customized for each cell, and mean density was measured and background corrected. Mean densitiy +/-SEM was calculated.
Western Blot
To obtain whole cell lysates, 1X10 6 cells were lysed (50 mM Tris-HCl, pH 7.5, 100 mM NaCl, 1% Triton X-100, and protease inhibitor), and 30 mg purified protein was subjected to denaturation in Laemmli-buffer at 95˚C for 5 min. The samples were resolved in a 10% SDS-PAGE, followed by electrotransfer to PVDF membranes. For immunodetection, blots were probed with antibodies to 
